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1 . (Ameno^d) A method for modulating the expression of an exogenous gene in an 
isolated cell containing: 

(i) a modified ecdysone receptor which, in the presence of a ligand therefor, 
and optionally in^he further presence of a silent partner therefor, binds to a 
response element, wherein said modified ecdysone receptor comprises: (a) a 
ligand binding domainsfliat binds to an ecdysteroid, (b) a DNA-binding domain 

V>\ ^ obtained from a DNA-binding protein, which binds to said response element; and 

^ (c) an activation domain of aAranscription factor, wherein at least one of said 

DNA-binding domain or said a&ivation domain is not obtained from a native 
ecdysone receptor, with the provi^that when said activation domain is derived 
from a glucocorticoid receptor, said EftJA-binding domain is not derived from a 
\ glucocorticoid receptor or an E. coli LraA protein; and 

(ii) a DNA construct comprising said Oogenous gene under the control of 
said response element, wherein said responseselement (a) has about 12-20 base 
paiis, (b) binds to said modified ecdysone receptor, and (c) does not bind to 
famesoid X receptor (FXR); 

said method comprising providing to the cell an effective anWit of one or more ligands 
for said modified ecdysone receptor; wherein said one or more ligands are not normally present 
in the cell; and wherein ^aid one or more ligands are not toxic to said cell. 

4. (Amended) ^method according to claim 1 wherein the DNA-binding domain of 

5, (Amended) A methoo^ccording to claim 1 wherein said activation domain is 
obtained from a nuclear receptor. 

ZTy pv r )r\ 11 (Amended) A method according to claim 1, wherein said silent partner is RXR. 
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(Amended) A method of inducing the expression of an exogenous gene in an 

isolated eel) containing: 

(i) DNA encoding a modified ecdysone receptor under the control of an 
ducible promoter, wherein said modified ecdysone receptor, in the presence of a 

ligand therefor, and optionally in the further presence of a silent partner therefor, 
binds\o a response element, and wherein said modified ecdysone receptor 
comprises: (a) a ligand binding domain thai binds to an ecdysteroid, (b) a DNA- 
binding ddmain obtained from a DNA-binding protein, which binds to said 
response element; and (c) an activation domain of a transcription factor, wherein 
at least one of said DNA-binding domain or said activation domain is not 
obtained from a native ecdysone receptor, with the proviso that when said 
activation domain iVderived from a glucocorticoid receptor, said DNA-binding 
domain is not derived Nrom a glucocorticoid receptor or an E. coli LexA protein; 

(ii) a DNA construcrcomprising said exogenous gene under the control of 
said response element, whetein said response element (a) has about 12-20 base 
pairs, (b) binds to said modified ecdysone receptor, and (c) does not bind to 
fernesoid X receptor (FXR); ; 

(iii) one or more ligands for saidymodified ecdysone receptor; 
said method comprising subjecting said cell ^conditions suitable to induce expression of 

said modified ecdysone receptor. 



23 . (Amended) A method of inducing expression <af an exogenous gene in an isolated 
cell containing a DNA construct containing said exogenous genesunder the control of a response 
element, wherein said response element (a) has about 12-20 base pars, (b) binds to said modified 
ecdysone receptor, and (c) does not bind to famesoid X receptor (FXR^said method comprising 
introducing into said cell: 

a modified ecdysone receptor, wherein said modified ecdysone receptor comprises; (a) a 
ligand binding domain that binds to an ecdysteroid, (b) a DNA-binding domaik obtained from a 
DNA-binding protein, which binds to said response element; and (c) an activation domain of a 
transcription factor, wherein at least one of said DNA-binding domain or said activation domain 
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isW obtained from a native ecdysone receptor, with the proviso that when said activation 
dom^n is derived from a glucocorticoid receptor, said DNA-binding domain is not derived from 
a glucocorticoid receptor or an E. coli LexA protein; and 

on^or more ligands for said modified ecdysone receptor, 

whereik said receptor, in combination with a ligand therefor, and optionally in the further 
presence of a sileht partner therefor, binds to said response element, activating transcription 
therefrom. 



24. (AmendedjSA method for the expression of a recombinant product detrimental to 
isolated host cells, said method comprising: 

transforming suitable isoWed host cells with: 

(i) DNA encoding a modified ecdysone receptor, wherein said modified 
ecdysone receptor comprises: (a) a ligandbinding domain that binds to an 
ecdysteroid, (b) a DNA-binding domain obtained from a DNA-binding protein; 
and (c) an activation domain of a transcription factor, wherein at least one of said 
DNA-binding domain or said actuation domain is not obtained from a native 
ecdysone receptor, with the provis<vthat ^yhen said activation domain is derived 
from a glucocorticoid receptor, said DNA-binding domain is not derived from a 
glucocorticoid receptor or an E, coli LexAsorotein; and 

(ii) a DNA construct encoding said recombinant product under the control of a 
response element, wherein said response elemenUa) has about 12-20 base pairs, 
(b) binds to said modified ecdysone receptor, and (oJdoes not bind to farnesoid X 
receptor (FXR); 

growing said host cells in suitable media; and 

inducing expression of said recombinant product by introducing intfct said host cells one 
or more ligands for said modified ecdysone receptor, and optionally a silent jwtner for said 
modified ecdysone receptor. 




47. (Amended) A method accordingdo claim 1, wherein said silent partner^ present. 
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48. (Amended) A method according to claim 47 wherein said silent partner is 
ultraspirhcle. 




49, "^Amended) A method according to claim 1 wherein said modified ecdysone 
receptor does nottrind to endogenous response elements.' 

50. (Amend^) A method for modulating the expression of an exogenous gene in an 
isolated cell containing: 

(i) a DN&construct comprising said exogenous gene under the control of an 
ecdysone responsteelement; and 

(ii) a modified receptor which, in the presence of a ligand therefor, and 
optionally in the fiirtheKpesence of a silent partner therefor, binds to said 
ecdysone response element wherein said imodified receptor does not bind to 
endogenous response elements, and wherein said modified receptor comprises: (a) 
a ligand binding domain that bwds to an ecdysteroid; (b) a DNA-binding domain 
derived from a DNA-binding protean, wherein said DNA-binding domain binds to 
said ecdysone response element but not to endogenous response elements; and (c) 
an activation domain of a transcription factor, with the proviso that when said 
activation domain is derived from a gluctf cwticoid receptor, said DNA-binding 
domain is not derived from a glucocorticoid receptor or an E. coli LexA protein; 

said method comprising providing to the cell an effective amount of one or more ligands 
for said modified Teceptor; wherein said one or more ligands are n^t normally present in the cell; 
and wherein said one or more ligands are not toxic to said cell. 



5 1 • (Amended) A method according to claim 50, wherein said, silent partner is 



present. 



52. (Amended) A method according to claim 51, wherein said silenroartner is 
ultraspiracle. 
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^)lp (Amended) A methoXaccording to claim 51, wherein said silent partner is RXIL 

^\ 58. (Amended A method according to claim 50 wherein the DNA-hinding domain 

of said modified receptor is obeyed from a nuclear receptor. 

59. (Amended) A method acbqrding to claim 50 wherein said activation domain is 
derived from a nuclear receptor. 




w 




W 



61 . (Amended) A meth^according to claim 50, wherein said ecdysone response 
element does not bind to farnesoid X rector (FXR). 




67. (Amendi 
olated cell containing: 
(i) a 



DNA 



A method of inducing the expression of an exogenous gene in an 
nstruct comprising an exogenous gene under the control of an 



ecdysone respons&element, 

(ii) DNA encoding a modified receptor under the control of an inducible 
promoter, wherein said nidified receptor, in the presence of a ligand therefor, 
and optionally in the furthefcspresence of a silent partner therefor, binds to said 
ecdysone response element, wherein said modified receptor does not bind to 
endogenous response elements, w4 wherein said modified receptor comprises; (a) 



ecdysteroid; (b) a DNA-binding domain 
n said DNA-binding domain binds to 



a ligand binding domain that binds 1 
derived from a DNA-binding protein, 
said ecdysone response element but not to Endogenous response elements; and (c) 
an activation domain of a transcription factor,Nyith the proviso that when said 
activation domain is derived from a glucocorticoid receptor, said DNA-binding 
domain is not derived from a glucocorticoid receptoiu>r an E. coli LexA protein; 
(iii) one or more ligands for said modified receptorp 
said method comprising subjecting said cell to conditions suitable^© induce expression of 
said modified receptor. 
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\ 68. (Amended) A method of inducing expression of an exogenous gene in an isolated 
cell containing a DNA construct containing said exogenous gene under the control of an 
ecdysone response element, said method comprising introducing into said cell: 

a modified receptor, wherein said modified receptor does not bind to endogenous 
response element and wherein said modified receptor comprises: (a) a ligand binding domain 
that binds to an ecdWroid; (b) a DNA-binding domain derived from a DNA-binding protein, 
wherein said DNA-bin^ng domain binds to said ecdysone response element but not to 
endogenous response elwfoents; and (c) an activation domain of a transcription factor, with the 
proviso that when said activation domain is derived from a glucocorticoid receptor, said DNA- 
binding domain is not derived xrom a glucocorticoid receptor or an E, coli LexA protein; and 

one or more hgands for sakl modified receptor, 

wherein said modified receptor, in combination with a ligand therefor, and optionally in 
the further presence of a silent partaertfierefor, binds to said ecdysone response element, 
activating transcription therefrom. \ 

69. (Amended) A method for the expression of a recombinant product detrimental to 
isolated host cells, said method comprising: \ 

transforming suitable isolated host cells with: 

(i) a DNA construct encoding saiorecombinant product under the control of 
an ecdysone response element, and \ 

(ii) DNA encoding a modified receptorWherein said modified receptor does 
not bind to endogenous response elements, aruT wherein said modified receptor 
comprises: (a) a ligand binding domain that binakto an ecdysteroid; (b) a DNA- 
binding domain derived from a DNA-binding protein, wherein said DNA-binding 
domain binds to said ecdysone response element but not to endogenous response 
elements; and (c) an activation domain of a transcriptionJactor, with the proviso 
that when said activation domain is derived from a glucocorticoid receptor, said 
DNA-binding domain is not derived from a glucocorticoid receptor or an E. coli 
LexA protein; and \ 

growing said host cells in suitable media; and \ 
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inducing expression of said recombinant product by introducing into said host cells one 
or more Ugandsyfor said modified receptor, and optionally a silent partner foT said modified 
receptor. 



h' 



70. (Amenoisd) A method for modulating the expression of an exogenous gene in an 

isolated cell containing: 

(i) a DN\ construct comprising said exogenous gene under the control of an 

ecdysone response element; and 

(ii) a modifiedNreceptor which, in the presence of a ligand therefor, and 
optionally in the further presence of a silent partner therefor, binds to said 
ecdysone response element wherein said modified receptor has substantially no 
constitutive activity in mWmalian cells, and wherein said modified receptor 
comprises: (a) a ligand binauig domain that binds to an ecdysteroid; (b) a DNA- 
binding domain derived fromV DNA-binding protein, wherein said DNA-binding 
domain binds to said ecdysone response element but not to endogenous response 
elements; and (c) an activation domain of a transcription factor, with the proviso 
that when said activation domain is derived from a glucocorticoid receptor, said 
DNA-binding domain is not derived m*m a glucocorticoid receptor or an E. coli 
LexA protein; 

said method comprising providing to the cell an effective amount of one or more ligands 
for said modified receptor, wherein said one or more ligandsWe not normally present in the cell; 
and wherein said one or more ligands are not toxic to said cell. 



71 . (Amended) A method for modulating the expressioftypf an exogenous gene in an 

isolated cell containing: 

(i) a DNA construct comprising said exogenous gen^juider the control of an 

ecdysone response element; and 

(ii) a modified ecdysone receptor which, in the presence o^a ligand therefor, 
and optionally in the further presence of a silent partner therefor)\binds to said 
ecdysone response element, wherein said modified receptor has anultered DNA 
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\ binding specificity relative to the wildtype receptor from which it is derived, and 
\ wherein said modified ecdysone receptor comprises: (a) a ligand binding domain 
fl^at binds to an ecdysteroid, (b) a DNA-binding domain obtained from a DNA- 
bin&ipg protein, which binds to said ecdysone response element; and (c) an 
activation domain of a transcription factor, wherein at least one of said DNA- 
binding dbmain or said activation domain is not obtained from a native ecdysone 
receptor, witlithe proviso that when said activation domain is derived from a 
glucocorticoid receptor, said DNA-binding domain is not derived from a 
glucocorticoid receptor or an E. coli LexA protein; 
said method comprising prcrading to the cell an effective amount of one or more ligands 
foT said modified ecdysone receptor; wherein said one or more ligands are not normally present 
in the cell; and wherein said one or moreHigands are not toxic to said cell. 

72. (Amended) A method for modulating the expression of an exogenous gene in a 
mammalian subject containing: \ 

(i) a modified ecdysone receptonwhich, in the presence of a ligand therefor, 
and optionally in the farther presence o£a silent partner therefor, binds to a 
response element, and wherein said modified ecdysone receptor comprises: (a) a 
ligand binding domain that binds to an ecdysteroid, (b) a DNA-binding domain 
obtained from a DNA-binding protein, which binds to said response element; and 
(c) an activation domain of a transcription factor, Vherein at least one of said 
DNA-binding domain or said activation domain is not obtained from a native 
ecdysone receptor, with the proviso that when said actuation domain is derived 
from a glucocorticoid receptor, said DNA-binding domainds not derived from a 
glucocorticoid receptor or an E, coli LexA protein; and \ 

(ii) a DNA construct comprising said exogenous gene undeisthe control of 
said response element, wherein said response element (a) has abok 12-20 base 
pairs, (b) binds to said modified ecdysone receptor, and (c) does norbind to 
farnesoid X receptor (FXR); \ 
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said method comprising providing to said subject an effective amount of one or more 
ligands for said modified ecdysone receptor; wherein said one or more ligands are not normally 
present ni said subject; and wherein said one or more ligands are not toxic to said subject. 



73 . VAmended) A method of inducing the expression of an exogenous gene in a 
mammalian subject containing: 

(i) \ DNA encoding a modified ecdysone receptor under the control of an 
inducible promoter, wherein said modified ecdysone receptor, in the presence of a 
ligand therefor, and optionally in the further presence of a silent partner therefor, 
binds to a response element, and wherein said modified ecdysone receptor 
comprises: (a)V ligand binding domain that binds to an ecdysteroid, (b) a DNA- 

( J\ binding domain obtained from a DNA-binding protein, which binds to said 

J response element; atnd (c) an activation domain of a transcription factor, wherein 

at least one of said Dr^A-binding domain or said activation domain is not 
obtained from a native ecdysone receptor, with the proviso that when said 
activation domain is derived from a glucocorticoid receptor, said DNA-binding 
domain is not derived from ^glucocorticoid receptor or an E. coli LexA protein; 

(ii) a DNA construct comprising said exogenous gene under the control of 
said response element, wherein said response element (a) has about 12-20 base 
pairs, (b) binds to said modified ecdysone receptor, and (c) does not bind to 
famesoid X receptor (FXR); and 

(iii) one or more ligands for said modified ecdysone receptor; 
said method comprising subjecting said subject to additions suitable to induce 

expression of said modified ecdysone receptor. 



74. (Amended) A method of inducing expression of an^exogenous gene in a 
mammalian subject containing a DNA construct containing said exogenous gene under the 
control of a response element, wherein said response element (a) has about 12-20 base pairs, (b) 
binds to a modified ecdysone receptor, and (c) does not bind to famesoid preceptor (FXR), said 
method comprising introducing into said subject: 
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a modified ecdysone receptor, wherein said modified ecdysone receptor comprises: (a) a 
ligaki binding domain that binds to an ecdysteroid, (b) a DNA-binding domain obtained from a 
DNA^inding protein, which binds to said response element; and (c) an activation domain of a 
transcription factor, wherein at least one of said DNA-binding domain or said activation domain 
is not obtained from a native ecdysone receptor, with the proviso that when said activation 
domain is derived from a glucocorticoid receptor, said DNA-binding domain is not derived from 
a glucocorticoid reqeptor or an E. coli LexA protein; and 

one or more lfcgands for said modified ecdysone receptor, 
wherein said ma^fied ecdysone receptor, in combination with a ligand therefor, and 
optionally in the further presence of a silent partner therefor, binds to said response element, 
activating transcription therefrom. 



75. (Amended) A method for modulating the expression of an exogenous gene in a 
mammalian subject containing: 

(i) a DNA construct Comprising said exogenous gene under the control of an 
ecdysone response elementjWi 

(ii) a modified receptor wlikh, in the presence of a ligand therefor, and 
optionally in the further presence \f a silent partner therefor, binds to said 
ecdysone response element, whereinSsaid modified receptor does not bind to 
endogenous response elements, and wnerein said modified receptor comprises; (a) 
a ligand binding domain that binds to an ecdysteroid; (b) a DNA-binding domain 
derived from a DNA-binding protein, wherein said DNA-binding domain binds to 
said ecdysone response element but not to endogenous response elements; and (c) 
an activation domain of a transcription factor, wittrdie proviso that when said 
activation domain is derived from a glucocorticoid r^eptor, said DNA-binding 
domain is not derived from a glucocorticoid receptor or an E. coli LexA protein; 

said method comprising providing to said subject an effective amount of one or more 
ligands for said modified receptor, wherein said one or more ligands are notiwrmally present in 
said subject; and wherein said one or more ligands are not toxic to said subject: 
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76. (Amended) A method of inducing the expression of an exogenous gene in a 
mamman^n subject containing: 

(i) a DNA construct comprising an exogenous gene under the control of an 
ysone response element, 

(ii) \ DNA encoding a modified receptor under the control of an inducible 
promoter wherein said modified receptor, in the presence of a ligand therefor, 
and optionally in the further presence of a silent partner therefor, binds to said 
ecdysone response element, wherein said modified receptor does not bind to 
endogenous response elements, and wherein said modified receptor comprises: (a) 
a ligand binding domain that binds to an ecdysteroid; (b) a DNA-binding domain 
derived from a DNA-binding protein, wherein said DNA-binding domain binds to 
said ecdysone response\lement but not to endogenous response elements; and (c) 
an activation domain of a transcription factor, with the proviso that when said 
activation domain is derived irom a glucocorticoid receptor, said DNA-binding 
domain is not derived from a glucocorticoid receptor or an E. coli LexA protein; 

(iii) one or more ligands for saM modified receptor; 

said method comprising subjecting said subfept to conditions suitable to induce 
expression of said modified receptor. 



77. (Amended) A method of inducing expression of an exogenous gene in a 
mammalian subject containing a DNA construct containing said exogenous gene under the 
control of an ecdysone response element, said method comprising introducing into said subject: 

a modified receptor, wherein said modified receptor does iwrt bind to endogenous 
response elements, and wherein said modified receptor comprises: (aVa ligand binding domain 
that binds to an ecdysteroid; (b) a DNA-binding domain derived from asDNA-binding protein, 
wherein said DNA-binding domain binds to said ecdysone response element but not to 
endogenous response elements; and (c) an activation domain of a transcription factor, with the 
proviso that when said activation domain is derived from a glucocorticoid receptor, said DNA- 
binding domain is not derived from a glucocorticoid receptor or an E. coli LexA protein; and 

one or more ligands for said modified receptor, , 
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wherein said modified receptqr, in the presence of a ligand therefor, and optionally m the 
further presence of a silent partner therelbi^binds to said ecdysone response element, activating 
transcription therefrom. 



023.227514.1 

Received from <> at 12/13/02 6:20:27 PM [Eastern Standard Time] 



